This protocol is used to determine the splicing behavior of pre-mRNAs in cell extracts that are capable of carrying out splicing (e.g., nuclear extracts from HeLa cells).
iii. Incubate for the desired time (10-90 min) at 30˚C.
3. Process the splicing reactions for polyacrylamide gel electrophoresis. iii. Add 0.3 M NaOAc. Perform a PCA extraction and precipitate the RNA with ethanol containing 20 µg of GlycoBlue.
GlycoBlue acts as a coprecipitant to facilitate recovery of RNA and increase the visibility of the precipitate.
iv. Resuspend the RNA in 10 µL of 2 mM EDTA. Remove 2.5 µL aliquots for electrophoresis and add 5 µL of RNA-loading buffer to each sample.
iii. Load the samples and run the gel at 1500 V/45 mA until the desired separation is reached for the expected products and intermediates from the reaction.
iv. Dry the gel and expose on a phosphorimager.
Examine and analyze the image pattern.
Some splicing intermediates such as lariat exon 2 and other branched molecules (such as those produced by trans-splicing) will have abnormal mobility on gels. This altered mobility will be more dramatic in higherpercentage gels. It may be necessary to run more than one gel to resolve all of the products and intermediates (Fig. 1) . See Troubleshooting.
TROUBLESHOOTING

Problem (
Step 5): Splicing efficiency is low or nonexistent. Solution: It may be necessary to prepare a new nuclear extract. Before asking any specific question, make sure that the extract is active. We suggest using a splicing substrate that is known to be efficiently spliced in HeLa nuclear extracts (e.g., adenovirus major late or MINX RNA). If the substrate is spliced ≥50% in the extract, proceed with the experiment. If the substrate is spliced poorly or not at all, review the steps in the splicing protocol, and even if everything was performed correctly, a new extract must be prepared. An extract that is "dead" cannot be rescued.
Step 5): Nuclease activity is a problem (i.e., the substrate is degraded). 
